A method was developed for identification of Bacillus anthracis based on elaboration of protective antigen by individual colonies and its detection by double-diffusion precipitation in agar plates.
The main difficulty in identification of Bacillus anthracis is in distinguishing it from nonmotile forms of B. cereus. The antigenic and biochemical similarities between these organisms have led some investigators (9) to propose that B. anthracis is a pathogenic variant of B. cereus. A variety of methods were proposed for their differentiation, some of the more recent of which include specific lysis by phage gamma (3, 4) , differential toxicity of sterile culture filtrates for mice (2) , and the inability of B. anthracis to grow on media containing 0.3% phenethyl alcohol or 0.25% chloral hydrate (7 immune antisera obtained from burros that had been immunized with live anthrax spores. Interpretation of results is easier because this antiserum primarily contains antibody against protective antigen, and absorption to remove cross-reacting antibodies is not required as with the pony antiserum. Satisfactory results were also obtained in limited trials with antisera produced in rabbits by immunization with gel-adsorbed antigen (8) .
The peptone agar, in addition to allowing elaboration of protective antigen, promoted capsule formation of known virulent anthrax strains and inhibited the growth of B. megateriwn, B.
+ increasing relative size of colonies, ++, +++, ++++ b Presence of character, +; absence of character, cereus (7) failed to produce a protective antigen line. Antigens of B. cereus were capable of precipitating antibodies found in anthrax antiserum, but the lines failed to exhibit a pattern of identity with the control antigen (Fig. IA) . Interpretation of results may be facilitated by absorption of the equine hyperimmune antiserum with vegetative cells of B. anthracis and lyophilized culture filtrate of B. cereus. This treatment removes nonspecific lines of precipitation without affecting the protective antigen line (Fig. 1B) 
